Luciferase reporter gene assay
One day before transfection, LNCaP cells were plated at a density of 3 × 10 5 /well on a 12-well plate. Cells were transfected separately with 1.5 μg/well of the pTALuc-pm1 and pTA-Luc-pm2 firefly luciferase reporter, along with 300 ng/well of pTK-RL renilla luciferase plasmid for normalization using Lipofectamine 2000 (Invitrogen, Carlsbad, CA). Twenty-four hours after transfection, cells were washed three times and cultured in androgen-depleted (AD) or -containing (AC) medium for 48 h, followed by treatment with or without R1881 for another 16 hours. The cells were then collected, lysed, firefly luciferase activity was analyzed and normalized to renilla luciferase activity using the dual-luciferase reporter assay system (Promega, Madison, WI) according to manufacturer's instructions. Cells transfected with the pTA-Luc-NF-κB reporter and treated with or without PMA at 10 nM for 6 h were assayed as the positive control. (A, left) . short or long indicates western blot exposure times. LNCaP (A, right), VCaP (B) and 22Rv1 (C) prostate cancer cells were grown in AD medium for 48 h, followed by treatment without or with increasing concentrations of R1881 for 24 h. Cells were harvested for immunoblotting of PKD1 and PKD2 with α-tubulin blotted as loading control. The above experiments were repeated at least three times and data from a representative experiment are shown.
